Collection and concentration of rat mast cells
Adult inbred hooded rats were anaesthetized with ether, bled by cardiac puncture and then killed bv air embolism. Mast cells were obtained by washing out the peritoneal cavity with 20 ml. of Hanks balanced salt solution at 370 C without any added anticoagulant. The fluid was centrifuged at 578 g (using a swing-out head), the supernatant discarded and the remaining concentrated cell suspension used.
Histamine assay
This was carried out on guinea-pig isolated ileum at 370 C in a 2 ml. hand-operated bath containing Tyrode solution. The solution was gassed with a mixture of 95% oxygen and 5% carbon dioxide. In the control experiments either 0.1 ml. of resuspended mast cells in Hanks fluid were added to the bath or 0.45 ml. of a basophil-rich cell suspension in plasma. Either suspension was left in contact with the ileum for 15 sec. In the tests the cell suspensions were incubated for 10 min with 0.05 ml. of a 10-solution of compound -48/80. One series of experiments was carried out at room temperature using E.D.T.A. as the anticoagulanit, another at 370 C using heparin. A 1 mI cycle was used throughout. All histamine values were expressed as base. The antihistamine, mepyramine maleate, was added to the organ bath in a concentration of 0.1 ug/ml. and left in contact with the tissue for 1* min before the test.
RESULTS

Direct prick test on human subjects
Positive weal and flare reactions were recorded in all the 11 subjects tested with compound 48/80. Physiological saline, which was used as a control, did not produce this response. Dermographia could not be elicited in any of the subjects.
Direct basophil leucocyte test
Human. Table 1 shows the effect in vitro of compound 48/80 on human basophil leucocytes from the same 11 subjects investigated by the prick test. In 10 there was no marked difference in the percentage degranulation between the test and the saline control. In one patient (No. 1) the test slide showed a rise of 19% degranulation compared with the control. This value, however, was within the normal limits of 0 to 30% accepted by Shelley (1962) and Haye (1965) .
Rabbit. There was no difference in the percentage basophil degranulation between tests and controls in all the four rabbits tested (mean percentage degranulation, control =19%, tests=22%). Human. Compound 48/80 in a final concentration of 2.5 pg/ml. produced no contraction. Five specimens of basophil-rich cell suspensions were incubated with compound 48/80. Three of these were obtained from the patients on whom the prick test had been performed, two from different patients. Three of the five tests were performed at room temperature using E.D.T.A. as the anticoagulant. In order to exclude the possible temperature dependence of histamine liberation as well as interference by the individual anticoagulant used, a further two experiments were performed at 370 C using heparin as the anticoagulant. In no case could any release of histamine be detected. The sensitivity of the isolated ileum preparation varied, but was at times as great as 2 ng/ml. Rabbit. Four similar experiments were carried out with a basophil-rich cell suspension in plasma from rabbit blood. Two experiments were performed at room temperature using E.D.T.A. as the anticoagulant and two at 370 C using heparin. Again no release of heparin could be detected. The basophil-rich cell suspension from heparinized blood on its own, however, caused a slow contraction of the isolated ileum, but incubation at 37°C with compound 48/80 for 10 min caused no further change of the spasmogenic effect. Neither of these contractions were abolished by mepyramine maleate, but they were reduced in height. Figure 2 illustrates such an experiment.
Rat mast cells. In one experiment a rat mast cell suspension on its own caused a contraction of the guinea-pig isolated ileum. This was abolished by mepyramine maleate. On a second, less sensitive, preparation a similar specimen from a different rat caused no such contraction. Nevertheless, incubation of the mast cell suspension with compound 48/80 at 370 C for 10 min released a spasmogenic agent on both occasions. This again could be abolished after pretreatment of the gut with mepyramine maleate. Figure 3 illustrates such an experiment.
DISCUSSION.
Tissue mast cells release their granules and histamine in response to compound 48/80 (Paton, 1951; Fawcett, 1954; Salvato, 1961; Mota, 1963; and Horsfield, 1965) . Histamine release from rat mast cells in the presence of compound 48/80 has been confirmed in the present investigation (see Fig. 3 ). A histamine-like cutaneous response was obtained in all of 11 subjects in whom compound 48/80 was introduced. Juhlin & Rune (1962) demonstrated with a quantitative iontophoretic technique a typical triple response to compound 48/80 in normal healthy subjects and in patients with urticaria and eczema.
The effect of compound 48/80 on basophil leucocytes is less certain. Degranulation of these cells has been studied after exposure both in vivo and in vitro to compound 26 ( a ) .b ) ( c ) ( d ) 48/80. Thus Hunt & Hunt (1958) as well as Marks et al. (1959) claim to have shown a fall in circulating basophil leucocytes in rabbits and cockerels after systemic administration of the compound. On the other hand Levi & Meneghini (1959) , were unable to find such a fall in 10 patients after intravenous administration of compound 48/80. Shelley & Juhlin (1962) reported degranulation of normal human basophil leucocytes in the presence of the compound, but we have been unable to confirm this with basophil leucocytes from eight patients with non-allergic urticaria and from three healthy control subjects. Marks et a). (1959) were unable to demonstrate such in vitro degranulation in rabbits and cockerels in contrast to the positive in vivo results mentioned above. In the present investigation we have confirmed this negative in vitro finding in rabbits. There remained the possibility that compound 48/80 might liberate histamine from basophil leucocytes in the absence of degranulation. Smith (1958) has shown that the two processes in mast cells are not necessarily linked. However, neither human (see Fig. 1 ) nor rabbit basophils (see Fig. 2 ) liberated any detectable amounts of histamine on incubation with compound 48/80. In order to exclude the possible temperature dependence of histamine liberation or interference by the individual anticoagulant used, further experiments were carried out at 370 C and changing the anticoagulant from the original E.D.T.A. to heparin, again with negative results. The basophil-rich cell suspension from rabbit blood itself has a spasmogenic effect. This was only partly due to histamine, because mepyramine slightly reduced but did not abolish it (see Fig. 2 ). SUMMARY 1. The release in vitro of histamine from rat mast cells by compound 48/80 was confirmed.
2. No evidence of degranulation in vitro of human or rabbit basophil leucocytes by compound 48/80 was found.
3. There was no evidence of histamine release in vitro by compound 48/80 from human or rabbit basophil leucocytes.
